However, when the preparation was stained using anti-NSP serum, moderate fluorescence appeared (Fig. 2) . Therefore the sedimented virus may still contain host components which react with the anti-NSP serum. When a NSP antigen suspension was stained, using unadsorbed anti-viral serum, there was marked fluorescence, indicating that this unadsorbed anti-viral serum contained antibody for the normal host component.
On the basis of these two results it was apparent that specific anti-viral serum which did not contain any antibody against the host component must be used. After repeated trials, this was easily achieved by adsorbing the serum with normal CAM powder as described in "Materials and Methods". When a NSP antigen on slides was tested with this adsorbed anti-viral serum, no fluorescence appeared.
Sedimented viral specimens were tested with this factor serum in parallel with unadsorbed serum. Moderate fluorescence appeared with the former , whereas marked fluorescence was found with the latter . This difference was ascribed to the presence of antibody against host component in the unadsorbed serum.
Preparations of eluates -1, -2 and -3 were reacted with the adsorbed anti-viral sera in parallel with unadsorbed anti-viral serum.
No difference was found between these two sera with any of these three antigens (Fig. 3) . Thus these eluates probably did not contain appreciable amounts of the host components , which were detectable in the sedimented virus.
To prove this the above three eluate preparations were reacted with anti-NSP serum, using sedimented virus as a control.
As in the second experiment men tioned above, moderate fluorescence was observed with sedimented virus. Where as eluate-1 showed only slight fluorescence.
Fluorescence with the eluates-2 and -3 was almost negligible .
These results are summarized in Table I . The fact that both eluates-2 and -3 , which react with the factor anti-viral serum, did not react significantly with anti-NSP serum indicates that fairly large amounts of host components had been removed from these two fractions.
The details of the serological analysis of these preparations by agar gel diffusion assay are reported in a following paper.') When eluates-2 and -3 were tested with anti-NSP serum, no precipitin boundaries 
DISCUSSION
The immunofluorescent technique developed by Coons was used in these experiments to detect viral particles fixed on a slide glass. Although the minimum number of viral particles required in the test to detect fluorescence was not studied, experiments made recently in this laboratory show that the particles of L cell-born Sendai virus adsorbed on the surface of an L cell could be counted.15) This shows the sensitivity of the test and if the fixation of virus particles on the glass slides is carried out under optimal conditions, this spot technique should be equally sensitive.
In the test, 0.05 ml of a suspension containing 10,000 HA units/ml was spread in a circular area of 3 mm diameter on a slide. When this suspension was diluted 100 times there was still marked fluorescence. However, in testing the purity of a virus sample by this spot technique, it was found best to use a concentrated virus sample. Thus when a highly purified virus suspension was reacted with adsorbed anti-viral serum, tiny fluorescent particles arranged in a regular fashion were found all over the area, as if the flocculation reaction had occurred around each virus particle. Whereas, when the virus tested was obtained only by means of one-cycle differential centrifugation, fuzzy fluorescent granules of various sizes were seen. Their margins were indistinct and they were distributed irregularly over the area. From this difference, it was possible to judge the degree of purity of the sample. To recognize this difference in the spot test, a concentrated virus sample was more suitable than a dilute one.
Because of the recent tendency to add adjuvant in influenzal vaccines, the demand for viral products free of extraneous material is increasing. The simple and rapid test with anti-NSP serum16,11) described in this report will be very useful to test the purity of such preparations.
The hemagglutination inhibition titer was low in these experiments when purified virus was substituted for sedimented virus. The same effect was reported recently by Hausler and Dick") in experiments with virus extracted from a zinc-virus precipitate with glycine. The purification procedure used here may remove the outer layer of the viral particles, exposing more antibody-binding sites.
When the hemolytic activity of crude and purified preparations was compared, the reduction in hemolytic activity was found to be almost parallel to the decrease in the hemagglutination inhibition titer. When such a purified preparation was used for HAI titration, the antibody titer was low because of the increased viral antigenic surface around the particles. The hemolytic properties known to be associated with Sendai virus were also reduced in such a purified preparation.
